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A global phylogeny for chelonid fibropapilloma-associated herpesvirus (CFPHV), the most likely
aetiological agent of fibropapillomatosis (FP) in sea turtles, was inferred, using dated sequences,
through Bayesian Markov chain Monte Carlo analysis and used to estimate the virus evolutionary
rate independent of the evolution of the host, and to resolve the phylogenetic positions of new
haplotypes from Puerto Rico and the Gulf of Guinea. Four phylogeographical groups were
identified: eastern Pacific, western Atlantic/eastern Caribbean, mid-west Pacific and Atlantic. The
latter comprises the Gulf of Guinea and Puerto Rico, suggesting recent virus gene flow between
these two regions. One virus haplotype from Florida remained elusive, representing either an
independent lineage sharing a common ancestor with all other identified virus variants or an
Atlantic representative of the lineage giving rise to the eastern Pacific group. The virus
evolutionary rate ranged from 1.62x107* to 2.22x10™* substitutions per site per year, which is
much faster than what is expected for a herpesvirus. The mean time for the most recent common
ancestor of the modern virus variants was estimated at 192.90-429.71 years ago, which,
although more recent than previous estimates, still supports an interpretation that the global FP
pandemic is not the result of a recent acquisition of a virulence mutation(s). The
phylogeographical pattern obtained seems partially to reflect sea turtle movements, whereas
altered environments appear to be implicated in current FP outbreaks and in the modern
evolutionary history of CFPHV.

both external and internal and, although benign, depending

on location and size, they may obstruct crucial functions

Chelonid fibropapilloma-associated herpesvirus (CFPHV) is
the most likely aetiological agent of fibropapillomatosis (FP)
(Arthur et al., 2008a; Greenblatt et al., 2005; Lackovich et al.,
1999; Quackenbush et al., 1998), a neoplastic disease of sea
turtles, characterized by recent outbreaks (Diez et al., 2010;
Foley et al., 2005; Work & Balazs, 1999). The tumours can be

The GenBank/EMBL/DDBJ accession numbers for the CFPHV
sequences determined in this study are JN580279-JN580296 and
JINB25251-IN625262.

Further details about samples are available with the online version of this
paper.

such as swimming, feeding and sight, or may impede organ
function (Herbst, 1994; Herbst & Klein, 1995). Severe FP
also leads to bacteraemia (Work et al., 2003). The most
susceptible life stages appear to be neritic juveniles and
subadults, whereas in adults the disease is rare (Ene et al,
2005; Herbst & Klein, 1995; Work et al, 2004). A high
prevalence of FP is common in anthropogenically altered
environments (Aguirre & Lutz, 2004; Herbst, 1994; Van
Houtan et al, 2010), suggesting that factors in these
environments promote disease outbreaks, for example,
through the enhancement of virus transmissibility and/or
the enhancement of disease expression via substances that
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modulate the immune system or promote tumour forma-
tion (Chaloupka et al., 2008). Although more frequent
among green turtles (Hirama & Ehrhart, 2007), FP has been
reported in all species of sea turtles (Foley et al., 2005; Herbst
et al, 2004; Lackovich et al, 1999). These are listed as
vulnerable, endangered or critically endangered (IUCN,
2010), and therefore FP is one more threat to their survival.

CFPHV DNA has been consistently detected by PCR
analysis in tumour tissue samples from sea turtles (Arthur
et al., 2008a). So far, over 90000 bp from the genome of
CFPHYV have been assembled (Herbst et al., 2004). Based
on genome organization and sequence similarity with other
herpesviruses, CFPHV is classified within the subfamily
Alphaherpesvirinae, although not within any of the current
reference genera of alphaherpesviruses (Greenblatt et al.,
2005; McGeoch & Gatherer, 2005).

In their phylogenetic analysis of CFPHV variants, Herbst
et al. (2004) identified two major clades, each with Atlantic
and Pacific representatives. A study of the CFPHV variants
in coastal sites from Florida detected strong spatial
heterogeneity in the distribution of variants, suggesting
that infection occurs locally after arrival in coastal foraging
areas (Ene et al., 2005). Furthermore, Ene et al. (2005) and
Herbst et al. (2004) found that sympatric species of sea
turtles shared some variants of the virus at each locality.
Greenblatt ef al. (2005) also found spatial heterogeneity
among virus variants on a larger geographical scale and
identified four regional groups: Atlantic, west Pacific, mid-
Pacific and east Pacific. Remarkably, the CFPHV variant
from Puerto Rico included in their study did not cluster
with any of the groups identified in that analysis
(Greenblatt et al., 2005).

Phylogenies of herpesviruses typically have topologies
congruent with those of their tetrapod hosts, suggesting a
host-linked evolution (Davison, 2002; Firth et al, 2010;
Umene & Sakaoka, 1999). Following this assumption, the
evolutionary rate of herpes simplex virus type 1 (HSV-1) has
been estimated to be between 3.5x 10~ ° and 3.0x 10’
substitutions per site per year (McGeoch et al, 2000;
Sakaoka et al., 1994). Using the published rates for HSV-1
and the amount of nucleotide divergence among CFPHV
haplotypes, Herbst ef al. (2004) estimated that the two most
divergent virus clades separated 1.6-4.0 million years ago

(mya). They also used the rise of the Isthmus of Panama
(3.1-3.5 mya) to separate the Florida and Hawaii lineages,
and estimated, independent of host-linked evolution, that
the two most divergent virus clades separated 7.9-8.9 mya.
In both cases, they concluded that CFPHV has been
associated with sea turtles for millions of years (Herbst
et al., 2004).

Although it is widely accepted that herpesviruses co-
diverge with their hosts, this assumption is seldom tested
(Dufty et al., 2008; Firth et al, 2010). Adding temporal
information from heterochronous sequences (i.e. from
different points in time) using molecular clock models
allows an estimation of the rate and timescale of virus
evolution independent of host evolution (Drummond &
Rambaut, 2007). In fact, these methods have been widely
employed to estimate the evolutionary and epidemiological
characteristics of a broad range of rapidly evolving RNA
and ssDNA viruses, retrieving estimates that agree well with
the known epidemiology of these pathogens (Firth et al,
2009; Rambaut et al., 2008; Shackelton et al., 2005).

In the present study, sampling time, spanning 20 years, was
incorporated in a Bayesian Markov chain Monte Carlo
(MCMC) analysis using BEAST version 1.6 (Drummond &
Rambaut, 2007) to: (i) obtain an estimate of the mean
evolutionary rate of CFPHV independent of co-evolution
with its host species, and (ii) infer a global phylogeny for
CFPHYV, including newly identified haplotypes from
Puerto Rico and the Gulf of Guinea, West Africa. Ulti-
mately, we aim to contribute to expanding knowledge of
the evolution and demographic history of CFPHV.

RESULTS

Sequence recombination assessment

Maximum-likelihood (performed in PhyML version 3.0)
and Bayesian gene phylogenies inferred for the DNA
polymerase (483 bp), UL18 (1212 bp), UL34 (861 bp) and
glycoprotein B (2486 bp) genes of CFPHV, sampled from
four species of sea turtles from nine geographical areas
(Fig. 1), resulted in similar topologies for each gene (data
not shown). Hence, further analyses were based on the
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Fig. 1. Location of sampling sites for CFPHV
0° (map created using http://www.seaturtle.org/
maptool/). CR, Costa Rica (Pacific coast); FL,
Florida; HW, Hawaii; AUS, Australia (Pacific
coast); BRB, Barbados; MEX, Mexico (Pacific
coast); SD, San Diego (CA); GG, Gulf of
Guinea (West Africa); PR, Puerto Rico.
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Bayesian inferred trees (Fig. 2). Although the phylogenies
of the four analysed genes were mostly in agreement, some
samples changed branches between gene trees. The sample
PR1 (Greenblatt et al, 2005) from Puerto Rico, was
placed in different branches, corresponding to different
geographical locations, in each gene tree (Fig. 2). The
conclusion that PR1 was a recombinant was well
supported by five of six recombination analysis methods
performed using the rRDP3 (Martin et al., 2010) with
P<<0.001 (see Methods for the recombination detection
methods used). Samples PR3 and AUSI (from Australia)
also swapped positions between some gene trees (Fig. 2).
Based on recombination analyses in RDP3, gene tree
topologies and preliminary MCMC analyses using a
concatenated matrix (‘supermatrix’) of the four analysed
genes, samples PR1, PR3 and AUS1 were determined as
recombinants, potentially artefacts resulting from mis-
identification of sequences in GenBank, and removed
from further analyses, as the tree topology and branch
support, but not evolutionary parameter estimates, were
influenced by these samples.

Convergence diagnostics and prior sensitivity

Bayesian MCMC analyses were performed with a relaxed
molecular clock model and under four prior distributions,
using the generalized time reversible (GTR) (Tavaré, 1986)
and HKY (Hasegawa et al, 1985) models of nucleotide
substitution, each with the coalescent parameters of constant
population size and exponential growth (Ho et al, 2005a).
The relaxed clock model was preferred, as, unlike the strict
molecular clock model, which assumes that nucleotide
substitutions accumulate at a fixed rate over time, the
former allows rates of nucleotide substitution to vary among
genomes, genes and lineages, providing better estimations
derived from divergences among sequences (Drummond
et al., 2006; Ho & Larson, 2006; Ho et al., 2005b). For both
the supermatrix and individual gene alignments, MCMC
analyses produced high effective sample sizes (>400) for
all parameters of interest, leading to accurate parameter
estimates with small sps from the mean (Drummond et al.,
2002). The trace plots showed no obvious trends indicating
that the MCMC was still converging, and there were no
large-scale fluctuations in the trace suggesting poor mixing.
Parameter estimates were highly congruent among inde-
pendent runs and prior distributions, indicating the
robustness of the data and suggesting that the sampled
genes evolved at similar rates (see Table 1 for summary of
MCMC analysis per gene). The mean evolutionary rate
estimates were highly similar between genes and the
supermatrix, and the range of the 95% HPD, which is a
measure of precision, did not increase with reduced sequence
length. The most precise estimates, corresponding to the
narrowest 95% HPD, were produced for the DNA
polymerase gene, whereas the glycoprotein B and ULIS
genes had the least precise estimates, corresponding to the
broadest 95 % HPD intervals.

Phylogeography of CFPHV

Four geographical groups were identified: (i) the eastern
Pacific group, consisting of samples from San Diego, Costa
Rica and Mexico; (ii) the western Atlantic/eastern Caribbean
group, including most samples from Florida and Barbados;
(iii) the Atlantic group, consisting of samples from the Gulf
of Guinea and Puerto Rico; and (iv) the mid-west Pacific
group, formed from Australian and Hawaiian samples (Fig.
3). The Florida sample FL3 (most distant variant D from
Herbst et al., 2004) formed a distinct Atlantic group. In two
of the three gene-specific analyses (glycoprotein B and UL18
in Fig. 2), this sample formed its own clade, sharing a
common ancestor with all other Atlantic and Pacific CFPHV
groups. In the third gene-specific analysis (DNA polymerase
gene, Fig. 2) and in the supermatrix analysis (Fig. 3), it
clustered with the eastern Pacific group, which shared a
common ancestor with all other groups, similar to the
phylogeny shown by Herbst et al. (2004), but with very little
support in posterior probabilities (65 %).

Fast evolutionary rate for CFPHV

The mean evolutionary rate of CFPHV estimated by MCMC
analysis of the supermatrix ranged from 1.62x 10 * to
2.22x 10~ * substitutions per site per year. For all inde-
pendent MCMC runs, the 95% HPD varied by no more
than one order of magnitude from their corresponding
posterior mean in the downward direction (a summary of
the MCMC results for the supermatrix is shown in Table 2).
The mean TMRCA ranged from 192.90 to 429.71 years, with
the corresponding 95% HPD ranging from 48.56 to
781.32 years (Table 2).

For further support of the estimated rate for CFPHV, we ran
new MCMC analyses in BEAST version 1.6, this time fixing the
substitution rates to our estimated value (~2 x 10~ %) in one
analysis and to the previously predicted rate for HSV-1 in the
other analysis (~3 x 103 Sakaoka et al., 1994) to test the
prior likelihoods. The MCMC analysis using the faster rate
had a higher prior likelihood and subsequent higher marginal
posterior mean: —9662 (95% HPD=-9678 to —9647)
compared with —9920 (95 % HPD=—9935 to —9903) when
the MCMC was run under the slower rate, demonstrating a
better fit of our substitution rate to the dataset.

DISCUSSION

Host life history implications for the
phylogeography of CFPHV

The diversity and regional distribution of the CFPHV
variants found in this study may be explained partially by the
sea turtle’s complex life history. Sea turtles undergo an
oceanic stage during the first few years of their lives, while as
juveniles they recruit to coastal foraging habitats where they
remain for several years. Mature individuals move periodic-
ally from neritic bays to nesting beaches and mating areas,
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Fig. 2. Phylogenetic trees of four distinct gene alignments of CFPHV inferred through Bayesian methods using BEAST version
1.6: (a) DNA polymerase; (b) UL34; (c) glycoprotein B; (d) UL18. Sequences were generated in this study or retrieved from
GenBank (accession numbers and sample information are available in Table S1, available in JGV Online). Posterior probabilities
for node support are shown. cc, Caretta caretta; cm, Chelonia mydas; |k, Lepidochelys kempii; lo, Lepidochelys olivacea. See

Fig. 1 for sampling site abbreviations. Bars, number of years.

often separated by hundreds to thousands of kilometres
(Arthur et al, 2008b; Bowen & Karl, 2007; Bowen et al.,
2007; Casale et al., 2008; Plotkin et al., 1995). Adults return
to their region of origin for mating and nesting, whereas
immature turtles typically form near-shore aggregations of
individuals from multiple nesting colonies (Bowen & Karl,
2007). It has been suggested that oceanic individuals free of
FP express the disease only after entering neritic areas
(Chaloupka et al., 2008) and that infection itself also occurs
upon arrival at inshore bays (Ene et al., 2005).

The inferred phylogeny showed that the CFPHV variants
were fairly homogeneous among nearby foraging grounds
and that in general there was a clear geographical isolation
between distant sites and a rapid divergence of virus
variants. Additionally, different species of sea turtles in the
same locality were shown to share the same haplotypes
(also found by Ene et al., 2005 and Herbst et al., 2004). Our
results support the conclusion that horizontal transmission
in neritic bays is the major route by which individuals
become infected, which is further supported by the
demonstration that infectious CFPHV particles are trans-
mitted along with FP through skin lesions (Herbst et al,
1995, 1996).

Our phylogeny differed from a previous analysis by
Greenblatt et al. (2005). First, the Puerto Rican haplo-
types were efficiently placed in the phylogeny of CFPHV.
Secondly, with the additional samples included in this study
and the elimination of recombinants, a different phylogeo-
graphical pattern for the CFPHV variants became apparent.
We established that the Puerto Rican and Gulf of Guinea
variants were closely related, suggesting recent virus gene
flow between these regions. Although initially unexpected
considering the geographical distance between the two
locations, this connection could be explained by the strong

equatorial current from the Gulf of Guinea to Brazil, with its
northern arm continuing to the eastern Greater Antilles,
known to influence the dispersal and distribution of sea
turtle hatchlings (Lahanas et al, 1998). Furthermore, a
mixed-stock analysis of the mitochondrial DNA control
region of green turtles indicated the presence of shared
haplotypes between Puerto Rican foraging bays and West
African rookeries (Velez-Zuazo et al., 2010). A plausible
hypothesis is that individuals infected with CFPHV at
Puerto Rico foraging sites could return to their natal home
in the Gulf of Guinea, facilitating virus gene flow. The
possibility that virus gene flow occurred in a westward
direction by transport on the prevailing current of an
infected host or as free virus particles is less likely, as there is
no population genetic evidence to support host movement
in this direction or to support transoceanic transport of free
virus particles. However, waterborne transmission is known
to occur with enveloped viruses of fishes (Bowser et al.,
1999), and a different but related herpesvirus of sea turtles
was shown to retain in vitro infectivity for at least 5 days in
seawater at environmental temperatures (Curry et al., 2000),
leaving open the possibility of long-distance waterborne
transmission.

This study identified four phylogeographical groups of
CFPHYV haplotypes, which can be understood in terms of
documented host life history patterns and movements.
The position of sample FL3 (from Florida) is a puzzling
exception. FL3 was the most divergent CFPHV variant
included in this study with >5% nucleotide differences
from other Florida variants (Herbst et al., 2004). Although,
in agreement with Herbst et al. (2004), it clustered with the
eastern Pacific group in the Bayesian phylogeny using the
supermatrix of four genes, the support for this grouping was
very weak (posterior probability of 65 %). Furthermore, in

Table 1. Mean and 959% highest probability density (HPD) intervals of the Bayesian posterior estimates of substitution rate
(substitutions per site per year) and time to most recent common ancestor (TMRCA) of each gene alignment of CFPHV, using the
best model of substitution per gene, a relaxed clock model with uncorrelated exponential rates and constant size for the coalescent

prior. UCED, uncorrelated exponential distribution.

Gene Length (bp)  Marginal posterior =~ UCED mean* UCED 95 % HPD TMRCA (years) TMRCA 95 %
mean HPD
DNA pol 482 —1107.086 497x107" 1.90 x 107*-8.47 x 10™* 59.88 27.08-105.16
UL34 861 —1573.182 2.12x107* 1.82x 10 °-4.47 x 10 * 162.35 20.86-433.34
Glycoprotein B 2486 —4945.681 1.32x107* 1.61x1077-3.17 x 10* 519.51 38.98-1165.59
UL18 1212 —2414.565 1.65x107* 1.10x 107 7-3.94 x 10* 989.10 40.14-15138.84

*Substitutions per site per year.
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two of the three single-gene phylogenies, FL3 formed its own
clade, sharing a node with all other variants examined.
Therefore, it is likely that the FL3 variant represents a
distinct Atlantic lineage that branched off very early from all
the other CFPHV lines included in this study. Whether
Atlantic haplotype FL3 is more closely related to eastern
Pacific variants or represents its own distinct lineage, it raises
interesting questions regarding how the lineage evolved.
Herbst et al. (2004) proposed that the FL3 variant, to date
found only in Atlantic loggerheads, and the Mexican and
Costa Rican variants, isolated from eastern Pacific olive
ridley turtles, could represent a distinct clade segregating
primarily in members of the subfamily Carettinae. The
sample SD (from San Diego) from a green turtle (subfamily
Cheloniinae), would represent the first exception to this

host—virus association. Interspecific transmission of CFPHV
has been documented previously in localities where mul-
tiple turtle species co-occur (Ene et al., 2005; Herbst et al.,
2004), but the degree to which different variants segregate
independently within host species and the relative effect of
cross-species transmission on host—virus co-evolution
remain unclear. Clarification of the relationships between
CFPHYV variants and host species must await further studies
with more samples from localities where multiple turtle
species with FP co-occur.

Faster evolutionary rate for CFPHV

The evolutionary rate of CFPHV estimated by MCMC
analysis was much higher than would be expected under

1040
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Table 2. Mean and 95 % HPD intervals of the Bayesian posterior estimates of substitution rate (substitutions per site per year) and

TMRCA of CFPHV

Estimates were made using the HKY and GTR models of substitution under the relaxed clock model with exponential distribution of rates and with

two demographic models (constant population size and exponential growth).

Clock Substitution =~ Demographic Marginal UCED rate* UCED rate 95 % TMRCA TMRCA 95 %
model model model posterior HPD (years) HPD

UCED HKY Constant size —9820.849 1.62x107%  2.48x10 °-3.38x 10 * 429.71 58.79-752.65
Exponential —9808.804 222x107*  561x10°-4.20x10"* 192.90 51.93-427.40

growth
GTR Constant size —9825.397 1.69x107* 1.53%x107°-3.43x 10~* 367.49 58.16-781.32
Exponential —9800.454 220x107*  5.15x10 °—4.23x10"* 202.552 48.56-447.30

growth

*Substitutions per site per year.

the theory of co-evolution with host species and was highly
congruent among the four genes analysed independently
and the supermatrix.

Potential biases inherent to the analysis conducted have
been pointed out (Debruyne & Poinar, 2009; Emerson,
2007; Ho et al., 2005a). In particular, it was demonstrated
that molecular rates are accelerated at short timescales on
population level studies (Ho et al., 2007b), the most likely
explanation for this phenomenon being the persistence of
slightly deleterious mutations, which, through purifying
selection, are eliminated over long timescales (Ho &
Larson, 2006; Ho et al., 2005a, 2007a, b).

To test that our results were not a consequence of the time
dependency of the molecular clock due to the short time
range of our dataset (i.e. 20 years), we conducted selective
pressure analyses for each gene, fitting a codon substitution
model in HypHY (Pond & Muse, 2005). The analyses
revealed that the DNA polymerase, UL34 and UL18 genes
of CFPHV were already under purifying selection with an
overall ratio of non-synonymous to synonymous substitu-
tions (dn/ds) of 0.17, 0.24 and 0.28, respectively, and only
the glycoprotein B gene had an overall dy/ds of ~1,
indicative of no significant selective pressure. Moreover,
our findings are consistent with recent studies supporting
the suggestion that the evolutionary rates of some dsDNA
viruses are comparable to those of RNA and ssDNA viruses
(Babkin & Shchelkunov, 2008; Firth et al., 2010; Hughes
et al.,, 2010).

Substitution rates of viruses are a complex product of the
underlying mutation rate, generation time, effective popu-
lation size and fitness (Dufty et al., 2008). Factors such as
changing environments, high transmission rates and high
replication rates can inflate virus evolutionary rates (Duffy
et al., 2008; Firth et al., 2010; Hughes et al., 2010). The FP
panzootic has emerged over the last few decades, with the
disease spreading rapidly and reaching high prevalence in
many localities (Herbst, 1994; Herbst et al, 2008),

consistently associated with recent environmental changes
(Aguirre & Lutz, 2004; Herbst, 1994; Herbst & Klein,
1995; Van Houtan et al., 2010). It is possible that virus
transmission and replication rates have been enhanced
during this pandemic with an inherent increase in
evolutionary rates.

The estimated TMRCA of the CFPHV variants ranged
from 192.90 to 429.71 years, which is much more recent
than previous estimates placing the emergence of modern
CFPHYV variants on a scale of several thousand to several
million years ago (Herbst et al., 2004), predicted under
assumptions of co-divergence with the host species
(McGeoch et al., 2000; Sakaoka et al., 1994) or indicating
a vicariance event between the eastern Pacific and western
Atlantic (Herbst et al.,, 2004). Nevertheless, our estimates
still place the TMRCA previous to the emergence of the
current FP panzootic, agreeing with the conclusion by
Herbst et al. (2004) that the CFPHV variants acquired the
shared mutation(s) responsible for FP oncogenesis prior to
their divergence and that this panzootic is not due to the
emergence and global spread of a single virulent CFPHV
strain, but instead is due to recent environmental changes
that favour disease expression. The possibility that con-
temporary CFPHV variants diverged from a common
ancestor within historic times is none the less novel and
begs further investigation. It should also be noted that the
current analysis estimates the TMRCA of the dataset only,
not of the CFPHV lineage, and hence our results do not
preclude a much older emergence of this pathogen and its
long association with sea turtle hosts.

Conclusions

On a larger scale, the phylogeographical pattern obtained
for CFPHV appears to reflect movements of the host,
whereas altered environments seem to be implicated in the
current FP outbreaks and in the modern evolutionary
history of CFPHV. Further work on the evolution of
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viruses infecting threatened organisms, including addi-
tional analyses of CFPHYV, should be conducted. Including
more geographical areas and a wider time frame will no
doubt improve our understanding of CFPHV evolution and
expansion routes. More interestingly, a population structure
analysis will not only improve parameter estimates but will
also open up the opportunity for epizootic studies and
transmission rate estimations.

METHODS

DNA extraction and amplification. Biopsies of fibropapilloma
tissue and skin were collected from nine green turtles at Puerto Rico,
between 2005 and 2010, and from six green turtles at Principe Island,
Gulf of Guinea, in 2009. DNA was extracted using a DNeasy Blood &
Tissue kit (Qiagen) and eluted in a final volume of 50 pl per sample.
PCR primers used for the amplification of each target gene sequence
have been published previously for the DNA polymerase, UL34,
glycoprotein B and UL18 genes (Ene et al., 2005; Greenblatt et al., 2005;
Quackenbush et al., 2001). Amplifications were performed in a total
volume of 8 pl, with 1 pl lesion genomic DNA (including both target
and green turtle DNA) at a concentration of ~10 ng pl™', 4 pl
Fermentas DreamTaq PCR Master Mix or 5Prime Master Mix, 2.2 pl
MilliQ water and 0.4 pl each primer at 10 uM. The DNA polymerase
gene was amplified following the conditions described by Ng et al.
(2009). PCR conditions for the glycoprotein B and UL34 genes were
5 min at 94 °C, followed by 35 cycles of 94 °C for 30 s, 57 °C for 30 s
and 72 °C for 45—160 s, with a final hold at 72 °C for 5 min
(Greenblatt et al., 2005). The same conditions but with an annealing
temperature of 58 °C were used for amplification of the UL18 region.
PCR products were purified with ExoSAP-IT (Affymetrix) and
sequenced.

Sequence data mining and alignment. Partial sequences of the
DNA polymerase (483 bp), UL18 (1212 bp), UL34 (861 bp) and
glycoprotein B (2486 bp) genes of CFPHV from nine geographical
areas [Florida, Barbados, Puerto Rico, San Diego (CA), Hawaii, Mexico
(Pacific coast), Costa Rica (Pacific coast), Australia (Pacific coast) and
Gulf of Guinea (Principe Island)] (Fig. 1) were acquired from GenBank.
Samples were collected from 1990 to 2010, and came from four host
species: green sea turtle (Chelonia mydas), loggerhead sea turtle
(Caretta caretta), olive ridley sea turtle (L. olivacea) and Kemp’s ridley
sea turtle (L. kempii). Turtles carrying tumours were for the most part
captured or found stranded in neritic bays. In total, 30 samples were
unique per species and/or per year, but not all of these were represented
for the four genes (see Table S1 for sample information).

Nucleotide sequences were individually translated to protein
sequences and aligned using cLusTAL w (Thompson et al., 2002),
implemented in MEGA4.0 (Tamura et al., 2007), with the following
parameters for multiple alignment: gap opening penalty=3, gap
extension penalty=1.8, keeping the other default parameters (Hall,
2007). Protein alignments were uploaded onto the online interface of
PAL2NAL (Suyama et al,, 2006), together with nucleotide sequences, to
retrieve the correct codon alignment for each gene. Each codon
alignment was then screened manually using Bird View in Mesquite
(Maddison & Maddison, 2001) for potential misalignments. A
supermatrix of the four genes was built and exported both as NEXUS
and pHYLIP files for further analyses; the same file formats were created
for each individual gene alignment. Recombination in our dataset was
assessed through the comparison of gene trees and using the RDP3
software package (Martin et al., 2010), which includes a range of
different recombination detection methods that do not require prior
identification of a non-recombinant set of reference sequences. We

used the roP (Martin & Rybicki, 2000), BOOTSCAN (Martin et al.,
2005), GENECONV (Padidam et al., 1999), MaXxcHI (Maynard Smith,
1992; Posada & Crandall, 2001), cHIMAERA (Posada & Crandall,
2001) and siscaN (Gibbs ef al., 2000) methods, keeping default
parameters.

Phylogenetic reconstruction. Maximum-likelihood phylogenies
for each gene alignment were inferred via the online interface of
PhyML version 3.0 (Guindon et al., 2005) using bootstrap resampling
(Felsenstein, 1985) for branch support evaluation with 1000
replications and using the most suitable model of substitution as
evaluated through Akaike Information Criteria in the HYPHY program
(Pond & Muse, 2005). Sampling year was used as calibration time to
infer the phylogeny and evolutionary rate of CFPHV, using the
MCMC inference methods available in BEAST version 1.6 (Drummond
& Rambaut, 2007). MCMC analyses included y-distributed rate
heterogeneity among sites and partition into codon positions, which
performs better for datasets with multiple genes (Drummond et al.,
2007; Shapiro et al., 2006). Genealogy was estimated under a relaxed
molecular clock model, enabling terminal branches to have faster
rates (Ho & Larson, 2006; Ho et al., 2005b). The distribution of rates
was determined as the UCED, as this method has been shown to fit
virus datasets well (Chen & Holmes, 2006; Ho et al., 2005b; Smith
et al., 2009). MCMC analyses were run using the GTR (Tavaré, 1986)
and HKY (Hasegawa et al, 1985) models of nucleotide substitution,
with each model run under the assumption of constant population
size and exponential growth (Ho et al., 2005a).

For each prior combination, two independent MCMC analyses were
run for 100 million generations, subsampling every 10000 genera-
tions. After a 10% burn-in, the chains were combined and the
convergence of chains was examined using Tracer version 1.5
(Rambaut & Drummond, 2003). Marginal posterior parameter
means, their associated 95% HPD and the effective sample size for
each parameter were analysed to assure statistically robust parameter
estimates (Drummond et al., 2002). After confirming MCMC
convergence and congruence among parameter estimates from dif-
ferent prior sets, summary trees were created using TreeAnnotator
version 1.6.0 (Rambaut & Drummond, 2009) and edited in FigTree
version 1.3.1 (Rambaut & Drummond, 2010). MCMC analyses were
also conducted for each individual gene alignment, using a best-fit
substitution model and through the procedure described above.
Parameter estimates and phylogenies from gene alignments were
compared for congruence and to assess the presence of recombinant
sequences.

ACKNOWLEDGEMENTS

We acknowledge Dr Tierry Work, Dr George Balazs, Dr James Casey
and Dr Anny Chaves for useful information on sampling dates of
sequences used in this study. We thank Carlos E. Diez for his support in
sample collection at Puerto Rico, conducted under permits by the
National Marine Fisheries Service (NMFS) — National Oceanic and
Atmospheric Administration (NOAA) (Permit nos 1253 and 1518-01)
and by the Department of Natural and Environmental Resources of
Puerto Rico (DNER-PR) (06-EPE-016) and funded by the DNER-PR,
US NMEFS (NMFS-NOAA, Section 6, grant #NAOSNMF4720436),
US-Fish and Wildlife Service (USFWS), Sociedad Chelonia and
WIDECAST. Sample processing was funded by the US Environ-
mental Protection Agency (US-EPA). Sample collection at the Gulf of
Guinea was conducted under the Program SADA funded by the Lisbon
Oceanarium, Portugal, and sample processing was funded by the
Interdisciplinary Research Center for Animal Health of the Faculty of
Veterinary Medicine of the Technical University of Lisbon (FMV/
TUL).

1042

Journal of General Virology 93



FP-associated herpesvirus: phylogeography and evolution

REFERENCES

Aguirre, A. A. & Lutz, P. L. (2004). Marine turtles as sentinels of ecosystem
health: is fibropapillomatosis an indicator? EcoHealth 1, 275-283.

Arthur, K., Limpus, C., Balazs, G., Capper, A, Udy, J., Shaw, G.,
Keuper-Bennett, U. & Bennett, P. (2008a). The exposure of green
turtles (Chelonia mydas) to tumour promoting compounds pro-
duced by the cyanobacterium Lyngbya majuscula and their potential
role in the aetiology of fibropapillomatosis. Harmful Algae 7, 114—
125.

Arthur, K. E., Boyle, M. C. & Limpus, C. J. (2008b). Ontogenetic
changes in diet and habitat use in green sea turtle (Chelonia mydas)
life history. Mar Ecol Prog Ser 362, 303-311.

Babkin, I. & Shchelkunov, S. (2008). Molecular evolution of
poxviruses. Russ | Genet 44, 895-908.

Bowen, B. W. & Karl, S. A. (2007). Population genetics and
phylogeography of sea turtles. Mol Ecol 16, 4886—4907.

Bowen, B. W,, Grant, W. S., Hillis-Starr, Z., Shaver, D. J., Bjorndal,
K. A, Bolten, A. B. & Bass, A. L. (2007). Mixed-stock analysis reveals
the migrations of juvenile hawksbill turtles (Eretmochelys imbricata)
in the Caribbean Sea. Mol Ecol 16, 49—60.

Bowser, P. R.,, Wooster, G. A. & Getchell, R. G. (1999). Transmission
of Walleye Dermal sarcoma and lymphocystis via waterborne
exposure. | Aquat Anim Health 11, 158-161.

Casale, P., Abbate, G., Freggi, D., Conte, N., Oliverio, M. & Argano, R.
(2008). Foraging ecology of loggerhead sea turtles Caretta caretta in
the central Mediterranean Sea: evidence for a relaxed life history
model. Mar Ecol Prog Ser 372, 265-276.

Chaloupka, M., Work, T. M., Balazs, G. H., Murakawa, S. K. K. &
Morris, R. (2008). Cause-specific temporal and spatial trends in green
sea turtle strandings in the Hawaiian Archipelago (1982-2003). Mar
Biol 154, 887-898.

Chen, R. & Holmes, E. C. (2006). Avian influenza virus exhibits rapid
evolutionary dynamics. Mol Biol Evol 23, 2336-2341.

Curry, S. S., Brown, D. R., Gaskin, J. M., Jacobson, E. R., Ehrhart,
L. M, Blahak, S., Herbst, L. H. & Klein, P. A. (2000). Persistent
infectivity of a disease-associated herpesvirus in green turtles after
exposure to seawater. ] Wildl Dis 36, 792-797.

Davison, A. J. (2002). Evolution of the herpesviruses. Vet Microbiol
86, 69-88.

Debruyne, R. & Poinar, H. N. (2009). Time dependency of mole-
cular rates in ancient DNA data sets, a sampling artifact? Syst Biol 58,
348-360.

Diez, C. E,, van Dam, R. P., Velez-Zuazo, X., Torres, F., Scharer, M. &
Molina, M. (2010). Habitat and population assessment of Caribbean
green turtle aggregations inhabiting the Culebra Archipelago’s coastal
waters. In Proceedings of the 28th Annual Symposium on Sea Turtle
Biology and Conservation, 22-26 January 2008, Loreto, Mexico. NOAA
Technical Memorandum NOAA NMFS-SEFSC. Compiled by Dean, K.
& Lopez-Castro, M.C.

Drummond, A. J. & Rambaut, A. (2007). BEAST: Bayesian evolutionary
analysis by sampling trees. BMC Evol Biol 7, 214.

Drummond, A. J.,, Nicholls, G. K., Rodrigo, A. G. & Solomon, W.
(2002). Estimating mutation parameters, population history and
genealogy simultaneously from temporally spaced sequence data.
Genetics 161, 1307—-1320.

Drummond, A. J,, Ho, S. Y., Phillips, M. J. & Rambaut, A. (2006).
Relaxed phylogenetics and dating with confidence. PLoS Biol 4, e88.
Drummond, A. J,, Ho, S. Y. W,, Rawlence, N. & Rambaut, A. (2007). A
rough guide to BEAST 1.4. http://beast.bio.ed.ac.uk/Main_Page.

Duffy, S., Shackelton, L. A. & Holmes, E. C. (2008). Rates of
evolutionary change in viruses: patterns and determinants. Nat Rev
Genet 9, 267-276.

Emerson, B. C. (2007). Alarm bells for the molecular clock? No
support for Ho et al’s model of time-dependent molecular rate
estimates. Syst Biol 56, 337—345.

Ene, A, Su, M,, Lemaire, S., Rose, C.,, Schaff, S., Moretti, R, Lenz, J. &
Herbst, L. H. (2005). Distribution of chelonid fibropapillomatosis-
associated herpesvirus variants in Florida: molecular genetic evidence
for infection of turtles following recruitment to neritic developmental
habitats. ] Wildl Dis 41, 489—497.

Felsenstein, J. (1985). Confidence limits on phylogenies: an approach
using the bootstrap. Evolution 39, 783-791.

Firth, C., Charleston, M. A., Duffy, S., Shapiro, B. & Holmes, E. C.
(2009). Insights into the evolutionary history of an emerging livestock
pathogen: porcine circovirus 2. J Virol 83, 12813-12821.

Firth, C., Kitchen, A., Shapiro, B., Suchard, M. A., Holmes, E. C. &
Rambaut, A. (2010). Using time-structured data to estimate
evolutionary rates of double-stranded DNA viruses. Mol Biol Evol
27, 2038-2051.

Foley, A. M., Schroeder, B. A., Redlow, A. E., Fick-Child, K. J. & Teas,
W. G. (2005). Fibropapillomatosis in stranded green turtles (Chelonia
mydas) from the eastern United States (1980-98): trends and
associations with environmental factors. J] Wildl Dis 41, 29-41.

Gibbs, M. J,, Armstrong, J. S. & Gibbs, A. J. (2000). Sister-scanning: a
Monte Carlo procedure for assessing signals in recombinant
sequences. Bioinformatics 16, 573-582.

Greenblatt, R. J.,, Quackenbush, S. L., Casey, R. N., Rovnak, J.,
Balazs, G. H., Work, T. M., Casey, J. W. & Sutton, C. A. (2005).
Genomic variation of the fibropapilloma-associated marine turtle
herpesvirus across seven geographic areas and three host species.
] Virol 79, 1125-1132.

Guindon, S., Lethiec, F., Duroux, P. & Gascuel, O. (2005). PHYML
Online — a web server for fast maximum likelihood-based
phylogenetic inference. Nucleic Acids Res 33 (Web Server issue ),
W557-W559.

Hall, B. G. (2007). Phylogenetic Trees Made Easy: A How-to-Manual.
Sunderland, MA: Sinauer Associates.

Hasegawa, M., Kishino, H. & Yano, T. (1985). Dating of the human—
ape splitting by a molecular clock of mitochondrial DNA. J Mol Evol
22, 160-174.

Herbst, L. H. (1994). Fibropapillomatosis of marine turtles. Annu Rev
Fish Dis 4, 389-425.

Herbst, L. H. & Klein, P. A. (1995). Green turtle fibropapillomatosis:
challenges to assessing the role of environmental cofactors. Environ
Health Perspect 103 (Suppl. 4), 27-30.

Herbst, L. H., Jacobson, E. R., Moretti, R., Brown, T., Sundberg, J. P. &
Klein, P. A. (1995). Experimental transmission of green turtle
fibropapillomatosis using cell-free tumor extracts. Dis Aquat Organ
22, 1-12.

Herbst, L. H., Moretti, R., Brown, T. & Klein, P. A. (1996). Sensitivity
of the transmissible green turtle fibropapillomatosis agent to chloro-
form and ultracentrifugation conditions. Dis Aquat Organ 25, 225—
228.

Herbst, L. H., Ene, A, Su, M., Desalle, R. & Lenz, J. (2004). Tumor
outbreaks in marine turtles are not due to recent herpesvirus
mutations. Curr Biol 14, R697-R699.

Herbst, L. H., Lemaire, S., Ene, A. R, Heslin, D. J,, Ehrhart, L. M., Bagley,
D. A, Klein, P. A. & Lenz, J. (2008). Use of baculovirus-expressed

glycoprotein H in an enzyme-linked immunosorbent assay developed to
assess exposure to chelonid fibropapillomatosis-associated herpesvirus

http.//virsgmjournals.org

1043



A. R. Patricio and others

and its relationship to the prevalence of fibropapillomatosis in sea
turtles. Clin Vaccine Immunol 15, 843—851.

Hirama, S. & Ehrhart, L. M. (2007). Description, prevalence and
severity of green turtle papillomatosis in three developmental habitats
on the east coast of Florida. Fla Sci 70, 435-448.

Ho, S. Y. W. & Larson, G. (2006). Molecular clocks: when times are a-
changin’. Trends Genet 22, 79-83.

Ho, S. Y. W,, Phillips, M. J., Cooper, A. & Drummond, A. J. (2005a).
Time dependency of molecular rate estimates and systematic
overestimation of recent divergence times. Mol Biol Evol 22, 1561-1568.

Ho, S. Y. W,, Phillips, M. J.,, Drummond, A. J. & Cooper, A. (2005b).
Accuracy of rate estimation using relaxed-clock models with a
critical focus on the early metazoan radiation. Mol Biol Evol 22,
1355-1363.

Ho, S. Y. W., Kolokotronis, S.-O. & Allaby, R. G. (2007a). Elevated
substitution rates estimated from ancient DNA sequences. Biol Lett 3,
702-705.

Ho, S. Y. W.,, Shapiro, B., Phillips, M. J., Cooper, A. & Drummond, A. J.
(2007b). Evidence for time dependency of molecular rate estimates.
Syst Biol 56, 515-522.

Hughes, A. L., Irausquin, S. & Friedman, R. (2010). The evolutionary
biology of poxviruses. Infect Genet Evol 10, 50-59.

IUCN (2010). IUCN Red List of Threatened Species, version 2010.4.
www.iucnredlist.org.

Lackovich, J. K., Brown, D. R., Homer, B. L., Garber, R. L., Mader,
D. R, Moretti, R. H., Patterson, A. D., Herbst, L. H., Oros, J. & other
authors (1999). Association of herpesvirus with fibropapillomatosis
of the green turtle Chelonia mydas and the loggerhead turtle Caretta
caretta in Florida. Dis Aquat Organ 37, 89-97.

Lahanas, P. N. Bjorndal, K. A, Bolten, A. B., Encalada, S. E,
Miyamoto, M. M., Valverde, R. A. & Bowen, B. W. (1998). Genetic
composition of a green turtle (Chelonia mydas) feeding ground
population: evidence for multiple origins. Mar Biol 130, 345-352.
Maddison, W. & Maddison, D. R. (2001). Mesquite: a modular system
for evolutionary analysis. Evolution 62, 1103-1118.

Martin, D. & Rybicki, E. (2000). rpp: detection of recombination
amongst aligned sequences. Bioinformatics 16, 562—563.

Martin, D. P., Posada, D., Crandall, K. A. & Williamson, C. (2005).
A modified bootscan algorithm for automated identification of

recombinant sequences and recombination breakpoints. AIDS Res
Hum Retroviruses 21, 98-102.

Martin, D. P., Lemey, P., Lott, M., Moulton, V., Posada, D. & Lefeuvre,
P. (2010). rDP3: a flexible and fast computer program for analyzing
recombination. Bioinformatics 26, 2462-2463.

Maynard Smith, J. (1992). Analyzing the mosaic structure of genes.
] Mol Evol 34, 126-129.

McGeoch, D. J. & Gatherer, D. (2005). Integrating reptilian
herpesviruses into the family Herpesviridae. J Virol 79, 725-731.
McGeoch, D. J, Dolan, A. & Ralph, A. C. (2000). Toward a
comprehensive phylogeny for mammalian and avian herpesviruses.
J Virol 74, 10401-10406.

Ng, T. F. F., Manire, C., Borrowman, K., Langer, T., Ehrhart, L. &
Breitbart, M. (2009). Discovery of a novel single-stranded DNA virus
from a sea turtle fibropapilloma by using viral metagenomics. J Virol
83, 2500-2509.

Padidam, M., Sawyer, S. & Fauquet, C. M. (1999). Possible emergence of
new geminiviruses by frequent recombination. Virology 265, 218-225.
Plotkin, P. T., Byles, R. A, Rostal, D. C. & Owens, D. W. (1995).

Independent versus socially facilitated oceanic migrations of the olive
ridley, Lepidochelys olivacea. Mar Biol 122, 137-143.

Pond, S. L. K. & Muse, S. V. (2005). HyPhy: hypothesis testing using
phylogenies. In Statistical Methods in Molecular Evolution (Statistics for
Biology and Health), pp. 125-181. Edited by R. Nielsen. New York:
Springer.

Posada, D. & Crandall, K. A. (2001). Evaluation of methods for
detecting recombination from DNA sequences: computer simula-
tions. Proc Natl Acad Sci U S A 98, 13757—-13762.

Quackenbush, S. L., Work, T. M., Balazs, G. H., Casey, R. N., Rovnak, J.,
Chaves, A., duToit, L., Baines, J. D., Parrish, C. R. & other authors
(1998). Three closely related herpesviruses are associated with
fibropapillomatosis in marine turtles. Virology 246, 392-399.

Quackenbush, S. L., Casey, R. N., Murcek, R. J., Paul, T. A, Work, T. M.,
Limpus, C. J., Chaves, A, duToit, L., Perez, J. V. & other authors
(2001). Quantitative analysis of herpesvirus sequences from normal
tissue and fibropapillomas of marine turtles with real-time PCR.
Virology 287, 105-111.

Rambaut, A. & Drummond, A. (2003). Tracer. http://tree.bio.ed.ac.uk/
software/tracer/

Rambaut, A. & Drummond, A. J. (2009). TreeAnnotator v1.5.3:
MCMC output analysis. http://beast.bio.ed.ac.uk/TreeAnnotator.

Rambaut, A. & Drummond, A. (2010). FigTree v1.3.1. Institute of
Evolutionary Biology, University of Edinburgh, Edinburgh, UK.
http://tree.bio.ed.ac.uk/software/figtree/.

Rambaut, A., Pybus, O. G., Nelson, M. |, Viboud, C., Taubenberger,
J. K. & Holmes, E. C. (2008). The genomic and epidemiological
dynamics of human influenza A virus. Nature 453, 615-619.

Sakaoka, H., Kurita, K., lida, Y., Takada, S., Umene, K, Kim, Y. T,,
Ren, C. S. & Nahmias, A. J. (1994). Quantitative analysis of genomic
polymorphism of herpes simplex virus type 1 strains from six
countries: studies of molecular evolution and molecular epidemiology
of the virus. J Gen Virol 75, 513-527.

Shackelton, L. A, Parrish, C. R., Truyen, U. & Holmes, E. C. (2005).
High rate of viral evolution associated with the emergence of
carnivore parvovirus. Proc Natl Acad Sci U S A 102, 379-384.

Shapiro, B.,, Rambaut, A. & Drummond, A. J. (2006). Choosing
appropriate substitution models for the phylogenetic analysis of
protein-coding sequences. Mol Biol Evol 23, 7-9.

Smith, G. J. D., Bahl, J., Vijaykrishna, D., Zhang, J., Poon, L. L. M.,
Chen, H., Webster, R. G, Peiris, J. S. M. & Guan, Y. (2009). Dating the
emergence of pandemic influenza viruses. Proc Natl Acad Sci U S A
106, 11709-11712.

Suyama, M., Torrents, D. & Bork, P. (2006). PAL2NAL: robust conversion
of protein sequence alignments into the corresponding codon
alignments. Nucleic Acids Res 34 (Web Server issue), W609-W612.
Tamura, K., Dudley, J., Nei, M. & Kumar, S. (2007). MEGA4: Molecular
Evolutionary Genetics Analysis (MEGA) software version 4.0. Mol Biol
Evol 24, 1596-1599.

Tavaré, S. (1986). Some probabilistic and statistical problems in the
analysis of DNA sequences. Lect Math Life Sci 17, 57-86.
Thompson, J. D,, Gibson, T. J. & Higgins, D. G. (2002). Multiple
sequence alignment using ClustalW and ClustalX. In Current Protocols
in Bioinformatics, 2.3.1-2.3.22. John Wiley & Sons.

Umene, K. & Sakaoka, H. (1999). Evolution of herpes simplex virus
type 1 under herpesviral evolutionary processes. Arch Virol 144, 637—
656.

Van Houtan, K. S., Hargrove, S. K. & Balazs, G. H. (2010). Land use,
macroalgae, and a tumor-forming disease in marine turtles. PLoS
ONE 5, €12900.

Velez-Zuazo, X., Diez, C. E., van Dam, R. P. & Torres-Velez, F. (2010).
Genetic structure and origin of a juvenile aggregation affected by
fibropapillomatosis: potential impact on adult recruitment. In

1044

Journal of General Virology 93



FP-associated herpesvirus: phylogeography and evolution

Proceedings of the 28th Annual Symposium on Sea Turtle Biology and
Conservation, 22-26 January 2008, Loreto, Mexico. NOAA Technical
Memorandum NOAA NMFS-SEFSC. Compiled by Dean, K. & Lopez-
Castro, M.C.

Work, T. M. & Balazs, G. H. (1999). Relating tumor score to
hematology in green turtles with fibropapillomatosis in Hawaii.
J Wildl Dis 35, 804-807.

Work, T. M., Balazs, G. H., Wolcott, M. & Morris, R. (2003).
Bacteraemia in free-ranging Hawaiian green turtles Chelonia mydas
with fibropapillomatosis. Dis Aquat Organ 53, 41-46.

Work, T. M., Balazs, G. H., Rameyer, R. A. & Morris, R. A. (2004).
Retrospective pathology survey of green turtles Chelonia mydas with
fibropapillomatosis in the Hawaiian Islands, 1993-2003. Dis Aquat
Organ 62, 163-176.

http.//virsgmjournals.org

1045



	Fig 1
	Fig 2
	Table 1
	Fig 3
	Table 2
	Reference 1
	Reference 2
	Reference 3
	Reference 4
	Reference 5
	Reference 6
	Reference 7
	Reference 8
	Reference 9
	Reference 10
	Reference 11
	Reference 12
	Reference 13
	Reference 14
	Reference 15
	Reference 16
	Reference 17
	Reference 18
	Reference 19
	Reference 20
	Reference 21
	Reference 22
	Reference 23
	Reference 24
	Reference 25
	Reference 26
	Reference 27
	Reference 28
	Reference 29
	Reference 30
	Reference 31
	Reference 32
	Reference 33
	Reference 34
	Reference 35
	Reference 36
	Reference 37
	Reference 38
	Reference 39
	Reference 40
	Reference 41
	Reference 42
	Reference 43
	Reference 44
	Reference 45
	Reference 46
	Reference 47
	Reference 48
	Reference 49
	Reference 50
	Reference 51
	Reference 52
	Reference 53
	Reference 54
	Reference 55
	Reference 56
	Reference 57
	Reference 58
	Reference 59
	Reference 60
	Reference 61
	Reference 62
	Reference 63
	Reference 64
	Reference 65
	Reference 66
	Reference 67
	Reference 68
	Reference 69
	Reference 70
	Reference 71
	Reference 72
	Reference 73
	Reference 74
	Reference 75
	Reference 76
	Reference 77
	Reference 78

